Purification of Domain I of wild-type Ccs1 and Ccs1 C27S/C64S . Because the cellular levels of Ccs1 variants lacking either C27 or C64 were low compared with the wild-type protein (see Figure 4A ), we aimed to determine the importance of the C27-C64 disulfide bond for the structure of Ccs1. We therefore prepared two purified Ccs1 Domain I variants, namely the wild type and Ccs1 C27S/C64S . After two-step purification 10 µg of each protein was applied to SDS-PAGE. Judging by Coomassie staining both proteins were enriched to approximately 95-99 % purity. (B) Redox states of purified proteins were tested by mm-PEG24 alkylation shift assay. To this end, purified proteins were incubated with 10 mM mm-PEG24. For the reduced protein controls, proteins were treated with TCEP before mm-PEG24 was added.
Samples were analyzed by SDS-PAGE and Coomassie staining. Both proteins were completely oxidized, i.e. they contained the C17-C20 disulfide. (C) CD spectra of Domain 1 of Ccs1 (solid line) and its Ccs1 C27S/C64S double mutant (dashed line). Far-UV CD spectra of both proteins were measured in 20 mM Tris-HCl, pH 7.4, 150 mM NaCl at 20°C. The spectrum of the wild type revealed a broad trough with a minimum at about 208 nm and a pronounced shoulder at about 222 nm, which are indicative of predominantly α-helical secondary structure (around 50%). By contrast, the strongly reduced intensity of the C27S/C64S Domain I mutant suggests that the latter has less α-helical secondary structure.
SUPPLEMENTARY MATERIAL & METHODS
Expression and purification of Domain I of Ccs1: GST-tagged wild type and C27S/C64S double cysteine mutant of Domain I of Ccs1 (residues 2-74) were produced in E. coli BL21 from the pGEX-6p-1 (GE Healthcare) expression vector. Proteins were extracted by sonication in 20 mM Tris-HCl, pH 7.4, 150 mM NaCl. GST-tagged proteins were bound to Glutathion Sepharose 4B (GE Healthcare), and Domain I variants were eluted using Precission Protease. For the analysis of the redox state, the purified proteins were incubated with 10 mM mm-PEG24 (Pierce) for 1 h at room temperature in the dark. For the completely reduced control, the protein was treated with 10 mM TCEP for 15 min at room temperature or 96°C prior to mm-PEG24 treatment.
CD spectroscopy: CD spectra were recorded on a Chirascan-plus from Applied Photophysics 
